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Angiotensin Type 1 Receptor Inhibition Enhances the Extinction of Fear Memory Supplemental Information
Supplemental Methods
Reverse Transcription and Quantitative Polymerase Chain Reaction Quantification
One microgram of the RNA was used for reverse transcription to generate cDNA using the Multiscribe Reverse Transcriptase kit from Applied Biosystems. These cDNAs were used for quantitative polymerase chain reaction to determine gene expression using SYBR Green. All primers were purchased from SA Biosciences: AT 1 Reference Sequence NM_177322 and 18s house keeping control gene, Reference Sequence K01364. Corticotropin releasing hormone (crh)
Reference Sequence NM_205769; c-Fos Reference Sequence NM_010234 and brain derived neurotrophic factor (bdnf) Reference Sequence NM_007540.
Immunohistochemistry
The images analyzed were converted into gray scale and the identical threshold was applied to all pictures to eliminate background. Positive cells were counted automatically by particle analysis and data were expressed as the number of c-Fos-positive cells per section.
Semi-quantitative Plasma Renin Activity Measurement
Renin enzymatic activity was measured in heparinized plasma using a fluoenzymatic assay adapted from (1). Briefly, 10 l plasma was incubated in 100 l renin assay buffer (Tris pH8 50 mM, NaCl 100 mM, EDTA 1 mM) containing 100 mole renin fluorogenic substrate 
Cue Fear Conditioning and Extinction
The foot shock unconditioned stimulus was delivered through a stainless steel grid floor.
The tone-conditioned stimulus was generated by a Tektronix function generator audio oscillator and delivered through a high frequency speaker (2; 3). Two days prior to fear conditioning training, mice were given a 10-minute startle chamber exposure session to habituate them to handling and context. During cued fear conditioning, mice received five trials of a conditioned stimulus tone (30 seconds, 12 kHz, 70 dB) co-terminating with an unconditioned stimulus foot shock (500 msec, 1.0 mA) with an inter-trial interval of 5 minutes. The expression of fear (in a different context from training) was assessed 24 hours after fear conditioning and consisted of 15 conditioned stimulus tone trials of 30 seconds each, with a 1.5-minute inter-trial interval. For extinction testing, mice were given 15 conditioned stimulus tone trials with a 30-second intertrial interval. Freezing data was expressed as total average freezing over the period and binned in blocks of 5 conditioned stimulus tones. Shock reactivity was defined as the peak activity 
